To track FRα function within the cell, insertion of a functional V5 tag was generated through ligation of asymmetrically phosphorylated PCR products. These PCR products were amplified from mega-prepped DNA using attB1-FRα, and 5'-phosphorylated V5
Insert-F or 5'-phosphorylated V5 Insert-R and attB2-FRα, primers. The two PCR products were then ligated using T4 DNA Ligase to join the phosphorylated ends, introducing a V5 epitope into the coding sequence of FRα. The tag was placed on the cterminal end of FRα to prevent interference with protein folding. The ligated ATTB1- 
Isolation of nuclear and cytoplasmic fractions
O9-1 cells (1x10 7 -2x10 7 ) were collected by trypsinization and transferred to a 1.5ml microfuge tube (10,000 rpm for 10 min). The cell pellet (20-50μl) was re-suspended in centrifuged at 20,000 x g for 20 min at 4 O C. The supernatant is fraction # 3 (soluble chromatin fraction). The pooled fraction 2 and 3 was used for isolating CAF-1 (p60) associated proteins. Earlier we tried the immunoprecipitation assays, using the Cell Signaling Technology kit using magnetic beads Protein G sepharose (#70024), but owing to the heavy chain at 55 kDa, the immunoprecipitated (CAF-1, p60 at 60 kDa) and co-immunoprecipitated proteins (HDAC2, 50 kDa) were masked. So we switched to using the Amino-link immobilization kit (Cat # 44890) from Thermo Scientific. The CAF-1 antibody was immobilized covalently onto Amino Link resin by following the manufacturer's instructions. The CAF-1 associated proteins were proteins were resolved on 4-20 % gradient SDS-PAGE gels, transferred on 0.2-micron nitrocellulose, and immunoblotted with CAF-1 (p60) (mouse monoclonal), FRα (rabbit polyclonal), HDAC2 (mouse monoclonal) and PCNA (mouse monoclonal) antibodies.
EdU Incorporation
Spheres are in vitro maintained primary cultures of pre-migratory neural crest cells that maintain a mixture of neural crest stem and progenitor cells for weeks without spontaneous differentiation, including the multipotent neural crest stem cells. To measure the ability of cells to proliferate, the spheres were subjected to EdU incorporation using the Click-iT EdU Imaging Kit (Invitrogen). The signal was detected with a Leica DMIRB Inverted Microscope.
Immunostaining of the spheroid bodies
After 7 days in culture, spheres were transferred to 8-well chamber slides pre-coated with laminin (Sigma L2020) and fixed in 4% paraformaldehyde in PBS. Alkaline Phosphatase Detection Kit (Millipore, SCR004) was used to detect pluripotency, as per the manufacturer's protocol. Cells were also immune-stained with antibodies for Sox2, to get the water soluble hydrophilic supernatant fraction (OSHP-1) and the water insoluble hydrophobic pellet fraction (OSHB-1) (Supplemental Figure S1 ). The OSHP-1 was lyophilized and stored at -80 O C until use. A 1% OSHB-2 solution was made in DMSO and stored at -20 O C until use.
HPLC-Mass Spectrometric Analysis of OSHP-1
Semi-preparative liquid chromatography: Isolation of the compounds in OSHP-1 with high purity was achieved by the chromatographic separation performed on a 
